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Determining skin irritation comprises treating a skin model with a sample 
substance, removing the sample substance and culturing the skin model in a 
large amount of culture liquid. 

ADVANTAGE - The method can substitute a skin irritation test using an 
animal. In an example, 0.5 g chloroform was added to 50 g of 3 mg/mi Type 
I collagen solution and homogenised at 6000 rpm for 1 minute and poured in 
a stainless steel frame and frozen at -40 deg. C and freeze-dried at 30 
deg. C for 24 hours under 0.01 mmHg. It was further heated at 105 deg. C 
for 24 hours to effect dehydrative crossi inking. Then, it was immersed in 
0.2 % glutaraldehyde solution for 24 hours to induce chemical 
crossI inking. It was again freeze-dried to give a highly crossMnked 
collagen sponge of a pore size of 90 mu m and 3 mm thickness. A low 
crossMnked collagen sponge of a pore size of 30 mu m and 1 ram thickness 
was also prepared. Human fibroblast was inoculated on the highly 
crossMnked collagen sponge and then cultured overnight and then the low 
crossi inked collagen sponge was placed on it and human keratinised cell 
was inoculated on it and cultured overnight to prepare a skin model. 
Dwg. 0/6 



<i9)B*BW«F/r (J p) (i2)^M4$Bf^^ (A) ^\\mvfmm^Jkms^ 



4$M¥lO-28597 



(Sl)Int.Cl. 




F I 




CI2Q 1/02 


9452-4B 


C12Q 1/02 




C12N S/06 




COIN 33/15 


2 


COIN 33/1 S 




C12N 5/00 


E 








it*«0|!c2 FD (±9H) 


(2ogies# 


^678-206509 




000001339 










(22}UKB 


sFjsdt 8 # (1996) 7^165 












mm 
































]^«JS«»m#:&«rBr5aB 1 











(54) [fiRo^fii] n.^mm'SHk 



(57) (i^IE*) 




( 2 ) 

1 

[ 0 0 0 1 1 
[0 0 0 2] 

jc^tsa^ ® w» * w « »i!iJ3*»©*i^** fcnxis 
[0 0 0 3] cinsTic««f$nTfrfc 

30 

[0 0 0 4] 

[0 0 0 5] 

[0 0 0 6] mimoLii'r^z.tizio, m^^tktof' 

[0 0 0 7] BPt., ^Jff^:7='J^^:^^ifc^&s^»-c^l^5 
t./vE<om^. fmn^j «:»sii:bT^t). *2>a© so 



«fBB¥ 1 0-2 8 5 9 7 
2 

;^3^:t><4^ffiett?i'J (^^iSCetbylpyridiniuB Chlor 
ide: CPC) «BlglC«*Sr4A.Td^e>-en*t 

[0 0 0 8] «)«>a©/r.:i->{t^MettJiFJ 

^I^Polyoxyethylene OclylpheDylether : TX 1 0 0) 

©«^. mti^i$mt^^-^h<o(oAw.]amkVii)^<t<, m 
i^mi'tt^z>t,izwm^m^mikt:Br^oiztt.K). z. 

[0 0 0 9] a£oT, CPC©J;5A 

X 1 0 0©J;5^/n:i->tt#iSStt»J*<«B&tt€:, jS* 
ICTX 1 0 0OJ;p3fe/-;r>ttliLpSttJlii»c-e-t)-e-T 

vo 5^— ^i:^ScU;a:d^-3fc©T*-6. 

[0 0 10] *««©, &jt^5*;i'*ffiv»fc&««s»*i 

5£te«, C©^«t?*S-r^P5*SrN^»C5S:#bfc'b©T 

»*a©^^:t>tt»MfilttJa (««l>l»SPolyoxye 

thylene Octylpbenylether : TX 10 0) ©J;-5 7S^ftH 

;PS::*cfi©«««tt'-r-5&Btlia««-r*Jlt«CJ:0. * 
2»a©* :t >ttl^M®tt JW ;^ «Ce t by 1 py r i d i D i UB 
Chloride : CPC) ©J;5^!ftSCJ:?>|g**««B«&5E 
i:LTiSnT<S©-^. «|gtt«r5^r©€rK<::t*<T 

[0 0 1 1] ^«iiK»c:fcViT, 

TVi^^S¥8 - 8 9 2 3 9^ mmW-6- 2 6 3 0 4 
7^) lCl2it3nTVi2)lS«^J)}*iJ3Tgir|BVi^n?>. 

JgttSiJtUTtd, ;*5^:t>tt^®gtt^PJ (BenzelboniuB 
Cbloride : BTC, Celylpyridiniun Cbloride: CP 
C. Stearyl Trinethyl AnmoDiun Cbloride: STAC 
m . 7zi:t>{^#Mn&i^?» (Sodiua Lauryl sulfat 
e:SLS. Potassium Laurale : P L^) , $i*V^li>' 
— ^>ttli^®®ttJSiJ ( Polyoiye thylene 23 Lauryl Etb 
er : B 3 5. Sucrose Fatty Acid Ester : SFAE. l- 
Octylphenoxypolyelboiyetbanol : TX 10 0. Polyozy 
ethylene sorbitan moDolaurale : TW2 0. Polyoiyet 
hylene sorbitan monooleate : TW8 0^) t^^\f 



( 3 ) 

3 

[0 0 12] ^«^x;i'4tt«^^HTma-r-&i^ma, 

■£>i6««tt'T«, MEM, DMEM^. — «e«J7i«« 
«tlr> 1-1 05(6 MO^' Jfll?il«r1feaib/2:'bC5*< 

ffib<tt3->'2 4»IH««-r-6©*<ff*UVi. 10 
[0 0 13] 

imtt^ 1 ) 

(1) i«i5B«7.#>v'Ofm 

Smg/BllC^&IRUfcType I 3 7-y>»«E5 Og iZ 

XeOGOrpB Tl ^K*^v':h'rXUfct)CD«rX7=-> 

-4 0'CT2SieL, C:n«:S^« 20 
JBET (0. OlBBHg)> 3 0'CT2 4«rmjt]e<£iaiU 
It. SS*t£ET (0. 0 lODHg) . 1 0 5'C-r2 

U^t. J:tlSMl/*ISftJ*UT?ia9 Oya . 3bb 

[0 0 14] (2) ffi^«7.3l?>vOf^ 
0. 3«*»« (pH3) ©Type 1 37-y>*X 

o. 2 8 555^7— y>, loagx 

^'/-il'TK^jKt Lfc. MIC, C:cDi§K^&{i:S9cai©v' 30 
^r-V\Z 1 Og - 1 3 5"CT2tieb, SC^ 

ft:0. 1, feJS^fi^ : 4 O-C. feJSI^fB : 2 4 B^fffiCD 
ifefrT«i|gftJ**lfV», HIC«^«flET (0. 0 iDmH 
g) , 1 0 5"C-C2 4RFfflJftBbK3l?«LT, ?l^3 0//B 

. iiniB©<5ai«a7-y>XiP>v'*^;t. 

[0 0 15] (3) IIBJg<DSa2SkI^«|| 

2 4':/x;ns§i:/p-h©j6iiiic, (i) Tf^ufca 

e.i»AU/i:h h«U^«ffll&«:MEM+ 1 0 xikm^mz 

J:c!>>^3R>i^±IC 5. 0X10' cells/cin'O 40 

iB*-p«au, isiis**^±ics^-r*iT3 T-c. 5* 

CO, T— %Ja«L-/5:. C©7.5t^>v?±Jr (2) 

(«0 *^&)»Abfcfch^^il&*KGM«iii!»r»» 

co^«a7-y>;^sH>-^±ic5. 0X10' 



4*M¥1 0-2 8 5 9 7 
4 

3 7*0, 5 as CO. T-l!ft««Ufc. *>3&>«i8« 

S*f«:2 4'>x;na«:/k-h*^e.isioaib, 6Cx;W 

t8«rP— McSt^«, iStt«:DME+5 5igjlaflttStt 

[0 0 16] 2. &mmiiM% 

1 ICJ:oTfm3nfciaa8ia©n»T«tt<D&Jt 

(1) mmms 

yk-h4JC. DME+5a5ifil?i|iS*3*2 5 Oa 1^ 

3«^lC$)«>J:e)irLfc. 
(2) 

(3) 

(4) -f >^a.'<— V'B > 

2 4 "^x^WyU— MCDME+ 5 ?6llaM«* 1. 5il$: 

(5) MTTj£JC±0^lg»*a^Lfc. 

(6) ±g©:^feT««^i^^f^«Nfm& 1 o^j-raica^ 
b, «tfe^KtbTi oas©i!L®s&siji oasjstt 

iiHiek: PBS) ICOV»T-€-n-1?fli«ft&ffofc. -to 

fe*sr^ 1 \z^-r. 

ft^. g^MllttMTT^feftS 7 OnBCDSft^tK^ai^ 
U. PBS©^>.€:f^ffi$1i-/t«g^©Sft^*l 0 095t 
LT;*:5iJ;DttSr*«e). -tn^ail&fe^l^ (36) 
ft. 

(0 0 171 

[»1} 



( 4 ) 



10-28597 



Iffliaft?? * (X) = X 1 0 0 



10 0 18] -^iD vivo m^miktvxii. B*e€ 

«^«)K^4i^mE^s»i#tv ftf^^mn. 2 4^m« to 

J:z/4 8l^ra*lcHl"fXS«»rJ:0!|9J^bfc. #e>n 
fciD vivo ««>Sl»x-5'«:« 1 SlXSf 2 \Z^T. * 
fc, in vivo 

[0 0 19] (it««l) SI*i[«lCDlTm6bfc^* 

^vifcfcctraui oasi©5s^ffigtt3wict3v»TaaEft 

c;2 4^mf^^^^'f >=^^a.-^-->3 >$:fft3'r-tc^*S 
1 t|B|«in vivo »|i|^^»x-:?iit«Ufc. -tO 
in vivo ftttHSftx— ^i©JttiJS*E4 ©(a). 

(b)ic3R-r. c:ne.©HJ:o, 1 RFm^gTii;*7?:r> 

>3R©B 3 SiSil^TX 1 0 0 *tft|5^^^-^ 

[0 02 0] 2 ) «tft4J5M*^ /tttift (S'-^' > 30 

0:t-^zy>if) TfeStVi^tt^tt. sunlit 
^»0^frT?T-pfc. in vivo ftfe^»<05^— t Jtfe 

^tLit'T-^t. in vivo i»i*)S|»5'-^'t©itttH* 

[0 0 2 1] (itfe^ 2 ) .rtttift (->-\' > 



^<3f(D*frTfTofc. in vivo fiftSHftWx— tJttt 

-^t. in vivo f!)!ft)SHfex-;^tOtt«B€:H6© 

(a) , (b)lc*-r. J:*Te.©B*»e.W5*»;ftJ:5lc, M 

[0 0 2 2] 

«>. 

[Hi] ia»<DXofciS«::^^-Mc:&j»^5';i'*BVJ 

[H2] HlospwHT**. 

(S 3 ] ^ig^iS 1 Ic43lt-&ffiili5fi^&^ L-feBT**. 
[0 4] (a) Jtlt«i? 1 ©l^fHffl3S»C^»t-6HT?fe 

(b) itfe«!i©2 4i^fajaafc*»tssT**. 

[0 5] *Jg«^2»C*3»:r-5fflli||«S:^Lfc0T$..5. 
[B6] (a) lt60!l2©l^^iaJl(C«(:^.&B-C$> 

1. S&JB 

2. mi&m 

3. DME + 5 SiSIfiLMtgftb 

4. 2 4^>x;P:/p-h 

[311] 



( 5 ) 0-2 8 5 9 7 

^ 8 



« 4ft tt S 








Dcus^c LnoQiuii LlilOriQG I 

BTC 


4. 0 


S. 5 


^ vjipyriuiniuB wiiorioc 
: CPC 


S. 0 


5. 6 


dtearjl Tnsetiqrl Aniani 
ua Chloride : ST AC 


4. 7 


25. 0 




Sodiua Lauryl sulfate : 
SLS 


6. 0 


0. 0 


PotassiuB Laurate : P L 


5. S 


8 2. 4 


^ ^ ✓ Ell 


Polyoxyetbyleoe 23 Laury 
1 Ether : B 3 S 


0. 3 


9 8.2 


Sucrose Patty Acid Ester 
: SFAE 


0. S 


10 2.3 


I uc tyi pnpnnxypoAye vDOflcy 
ethaool ; TX 1 0 0 


0. 0 


10 4.1 


Polyoxyethyleoe sorbitan 
■onolaurat© : TW2 0 


0. 0 


10 9.8 




Polyoxyethylcne sorbitan 
Bonooleate : TWS 0 


0. 3 


8 8.1 



(.6 ) ^mW-l 0-2 8 5 9 7 

9 10 



« « B 


in vivo 




1 

A S 


2 4^0 
& S 




Beozethoniui Chloride : 
BTC 


4. 0 


33.6 


10.5 


CetylpyridiniuB Chloride 
: CPC 


5. 0 


111.3 


10.9 


Stearyl Trisetbyl AsDODi 
la Chloride : STAC 


4. 7 


111.0 


16.3 




Sodiiu Lauryl sulfAte : 
SLS 


6. 0 


36.2 


5.2 


hstassiuii Laurate : P L 


S. 3 


19.2 


10.5 




Polyozyethyleoe 23 Lauxy 
1 Etfaer : B S 5 


0. 3 


121.2 


10.5 


Sucrose Patty Acid Ester 
: SFAE 


0. 3 


110. S 


136.4 


t-Octylphenoxypolyetboxy 
ethanol : TX 1 0 0 


0. 0 


128.2 


6.3 


Polyojcyetfayleoe sorbiten 
■OQolBurate : TW2 0 


0. 0 


104.1 


131.8 


Fdlyoxyetbyleoe sorbitan 
•onooleate : TW8 0 


0. 3 


115.3 


142.1 



[S3] 



«t « « s 


in vivo 






A s 


2 4^n 
A s 




PTS 


6. 0 


5. 3 


32.5 


3.6 


STS 


1. 0 


9 0. 3 


30.3 


7.7 


^ * V 'y'yf^ 


HA 


0. 3 


90. 6 


48.7 


0.6 


BC 


1. 7 


7 5. 1 


73.0 


1.S 


MW 


0. 0 


116.9 


105.3 


10.9 



4fBB¥l 0-2 8 5 9 7 



(Bin .m2] 




M ^J^ tJO 9X 4JB SjO tJO 



^IBTl 0-2 8 5 9 7 



(a) 




<b) 




Id vivo Jljai,#, 

2 4mM{¥i^X'(Dum^sm 



( 9 ) 



«rBB¥l 0-2 8 5 9 7 



100- 



tt^ 60' 



I - I . 



0.0 1.0 S.O 9.0 4.0 5.0 t.O 

1 f^MiUM 



(b) 



100 

• 0- 

00 



20 



a o D 



«.• 1.« 2.0 3.0 4.0 S.O «.0 

ill vivo xaLft 



2 4^|l8«kiS 



